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Zinzyme Sensor Molecule for detection of Nucleic Acid 

stem I stem II 

\ / 

5 1 - NNNNNNGNNN N N 

reporter Tag- N kkkb^^ 

^lecule mmP C V I 

(SEQ ID NO. 22) I Zxnzyme Sensor Molecule 

\ (SEQ ID NO. 23) 

stem III 



m 



5 



Inactive Zinzyme sensor/ 

reporter molecule complex 

(SEQ ID NO. 49) 

Ta g- M\MV YCNNNNN - 5 1 



5 * -NNNNNY 



G G A, 



Target Signaling 
Molecule 

(SEQ ID NO. 25) 



U 



GG A 
(SEQ ID NO. 24) 

Target Signaling 
Molecule 




NNNNRGNNNNN 

rag- MM£6tahMni -5 T 

5 ' -MNNNNY^ C (SEQ ID NO. 24) 

NiWrM u u *g 
gg a 

Active Zinzyme sensor/ 
reporter molecule complex 



NNNNRGNNNNN 



Stem-loop III of HCV (SEQ id no. 26) 
Active HCV Zinzyme sensor/ 
reporter molecule complex 

(SEQ ID NO 27) 



GGUCCUUUCUUGGAUAAACCC 
Tag- MAAoCUAUUUGGG "5 

N M W^r^ c GAe u - 

N^NNNNNR U Gg ^ 



N 



catalysis results in 
release of Tag-AGAAC 
for detection 



Zinzyme sensor can be attached to solid support/ surf ace, 
for example at the 5* -end 



FIG. 19 



Zinzyme Sensor Molecule for detection of Protein 

stem I stem II 

\ / 

5' -NNNNNNGNNN N N 

reporter Tag-NJ^M^IM N N 

molecule- +~ 5 



(SEQ ID NO. 22) 



-NNNNNY 6 Ga G T7 
^ GqA 



Zinzyme Sensor Molecule 
{SEQ ID NO. 23) 



stem III 



RNA sequence that binds a 
clinically relevant protein 



Protein interaction 




biological sample 
containing target 5 , 
protein Tag ~ ^Mot 

^ 5 1 -nnnnny^ ^ ^ tt 
g g a 



5 ] -NNNNNN 
Tag- Afrv*}\/Wj 

i!7iWn^u C u G 

Zinzyme sensor/ 
reporter molecule 

complex 

Sensor/reporter complex for 
detection of HCV core protein 




Activated/ Inactivated Complex 



G A uu 
5 1 - NNNNNNG A GCC GCG G 

Tag- Nk&kkkfrt:6& g^ug G 

5 1 -NNNNNY 0 ^ , Ag tt A AA 

i^Mu c u Jg 

G G A 

HCV Zinzyme sensor with 
loop HID of HCV 

(directs the binding of HCV ^^ U A 

core protein) 5 , _ NNNNNNG NNNNNN1 ^AGCC GCG UU G 

(SEQ ID NO 28) NkMh,^^^^^ 

5 ' -NNNNNY 6 ** A A 

G G A 

HCV Zinzyme sensor with loop HID 
of HCV connected via randomized 
linker 

(SEQ ID NO 29) 



FIG. 20 



Amplification of signal via use of protein enzyme conjugate 



S 




target (SEQ ID NO. 31) 
I 

NNNNNNGNNN 



nMWi^M NN-Biotin 



N N NNNNNY „ « TT ^ 

NnNNNNNR u u g 
*»G A 



(SEQ ID NO 32) 



Enzyme conjugate/reporter sensor molecule 
complex can be in els or In trans format 
target (SEQ ID NO 31) 

I 

NNNNNNGNNN 

(Wlbi N N -bio tin 

N NNmNNY^ *G„ (SEQ ID NO. 33) 

no target 




NNNNNOJW nN -biotin 
N N NNNNOT G - *G n 

(SEQ ID NO. 32) 



Trapped in column 



Avidln , s treptavi din , 
neutravidine column 



NNNNNQJNN nn 

'nn nnnnny^ g n 
», i i 1 1 1 1 y, 
N jjNNNNNR A G 



(SEQ ID NO. 32) 




NNNNN 



Assay column eluent to determine enzyme 
activity proportional to sensor molecule 
activity . 

FIG. 22 



Ligase Sensor Molecule with enzymatic reporter 



target 



sensor 



linker 




Reporter molecule wherein 
N is a nucleic acid or 
oligonucleotide f and is 
optionally absent 



surface 



Ligase activity 
Extensive washing of surface 
V Detection 

target 




Alternatively f a fluorescent or chemiluminescent based 
reporter molecule is used. 



FIG. 23 



d 



OX) 

d 



o 
d 

< 



d 

s- 
s-l 
d 
o 

o 



d 

WD 

1*5 0) >■ 

WD S T3 

3 * 12 

© « 

d *i 

qV d T3 

V WD *j 



3 

o 



d 

0> 



+^ 
Oh 

ft 
O 

d 
d 



o 

. a 

8 u 
I -S 

ft WD 2 

a « 8 

wd Sr ^ 

1— < d 
© S- e- 
> © w 



d 

m 

'« 

0> 



d 

o d 
3 

d </> 



3 
O 

5-i 



a 

Oh 

o 



u 

a) 
O 

O 





+ 



H 
P 

a. 
H 
P 
O 



S-i 

S 

o 



o 

C/3 
X/l 
<D 
O 

o 



^^^^ 

















+ 


5-H 






o 




o 




Q 
H 

o» 

W 
CO 



D 
O 

















u 


In 




0 
(0 


m 




c 






<u 


§ 


j 


CO 


Q 




i 

N 


M 

C* 




C 


W 


:ag 


*H 


CO 




& 



CD 
CM 

q 



5 o=o 




pessaoojd uoipejj 



< < 





o o 



VS9 
uiajojd ou 




Figure 33: Halfyme Ligase 




